Rett syndrome is rarely suspected in males because of the X-linked dominant inheritance. In the literature, only six male patients have been reported with methyl-CpG-binding protein 2 (MECP2) mosaicism. Next-generation sequencing (NGS) methods have enabled better detection of somatic mosaicism compared to conventional Sanger sequencing; however, mosaics can still be difficult to detect. We present clinical and molecular findings in two males mosaic for a pathogenic MECP2 variant. Both have been reexamined using deep sequencing of DNA isolated from four different cell tissues (blood, muscle, fibroblasts and oral mucosa). Deep sequencing of the different tissues revealed that the variants were present in all tissues. In one patient, the molecular diagnosis could only be established by reexamination after a normal whole exome sequencing, and the other case is an example of reverse genetic diagnostics. Rett syndrome should be considered in males with neurodevelopmental delay and stereotypical hand movements. Subsequent to clinical diagnosis males should be investigated with NGS-based technologies of MECP2 with high read depth and a low threshold for variant calls. If the initial analysis on full blood derived DNA fails to confirm the suspicion, we recommend repeating the analysis on another tissue, preferentially fibroblasts to increase the diagnostic yield.
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| MATERIALS AND METHODS

| Subjects
In this study, two male patients are included. Patient A is an 8-yearold male ( Figure 1A1 , A2), patient B is a 10-year-old male ( Figure 1B1 , B2). The phenotypic features of both patients are listed in Table 1 (elaborated subject description in Supporting Information File A).
| Genetic study
The two clinical cases were examined as part of a project investigating patients with Rett-like syndromes: "Rett-like childhood syndromesidentification of disease causing genes and mechanisms, a clinical and molecular study." The project was approved by the Danish regional ethics committee and the regional Danish data protection agency, and the families have consented to the publication of photos and clinical information.
Apart from the thorough clinical description of the present cases, we also contacted the authors of the previously described males with mosaic MECP2 variants in order to update and expand their previously published clinical presentations. Further information was gathered for two of the cases, 8, 9 and features of the remaining cases are extracted from the publications. 6, 7, 10, 11 DNA was extracted from blood, buccal swab, skin and muscle biopsies using standard methods. To investigate the overall presence of the variant allele fraction (VAF) in different tissues, all DNA samples from the two patients were sequenced with the same method with high coverage.
Polymerase chain reaction amplification of MECP2 exon 4 was performed, and the resulting products were fragmented. NGS was car- Post hoc Sanger sequencing was carried out for the same samples in order to see whether the variant was detectable by this method.
Parental/guardian consent was obtained. with the highest VAF found in muscle and the lowest in blood (Table 1) . In patient B, the VAF varied from 33% to 45%, with the highest VAF found in fibroblasts and the lowest in oral mucosa.
| RESULTS
Post hoc Sanger sequencing showed that the variant in patient A was difficult to assess compared to patient B (Supplementary file B) .
| DISCUSSION
We present two males with a mosaic MECP2 variant. The RTT diagno- Furthermore, the interpretation of NGS data should have a low threshold for variant calls in case-specific highly relevant genes, high coverage in critical gene regions, and examination of various tissues is relevant to confirm a low-frequent degree of mosaicism.
